Materials
Microglia Growth Medium (MGM) DMEM/F12 containing 100 units/mL penicillin, 100 μg/mL streptomycin, 2 mM glutamine, 5 μg/mL N-acetyl cysteine, 5 μg/mL insulin, 100 μg/mL apo-transferrin, and 100 ng/mL sodium selenite Use ice-cold MGM to pan microglia off of immnopanning dish.
Collagen IV Coating MGM containing 2 μg/mL collagen IV Myelin Seperation Buffer 9 mL Percoll PLUS, 1 mL 10x PBS without Ca ++ and Mg ++ , 9 μL 1 M CaCl 2 , 5 μL 1 M MgCl 2 Mix well after the addition of CaCl 2 and MgCl 2 TGF-b2/IL-34/Cholesterol containing growth media (TIC) MGM containing human 2 ng/mL TGF-b2, 100 ng/mL murine IL-34, 1.5 μg/mL ovine wool cholesterol, 10 μg/mL heparan sulfate, 0.1 μg/ml oleic acid, and 0.001 μg/ml gondoic acid Make sure to add cholesterol to media warmed to 37 °C and do not add more than 1.5 μg/mL or it will precipitate out. Do not filter cholesterol-containing media. Equilibrate TIC media with 10% CO 2 for 30 min-1 hr before adding to cells to insure optimal pH.
